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.Nck and cortactin colocalize with VE-cadherin at cell-cell junctions. A) Confluent monolayers of endothelial cells were transduced with a virus harboring a control vector (top panel) or a vector encoding an Nck-EYFP fusion protein (middle and bottom panels). Endogenous VE-cadherin and/or cortactin (CTTN) were immunostained with specific antibodies and Hoechst33342 was used to stain nuclear DNA. The ROIs highlighted by dotted squares were magnified and single channel/merged images are shown in right panel. B) Three-dimensional surface plots of pixel intensities for VE-cadherin, CTTN, and Nck corresponding to field images shown in A. Height along the z-axis shows relative intensity. Figure S3 .Nck adaptors modulate endothelial cell-cell junction organization and assembly. (A) Representative confocal images showing localization of endogenous VE-cadherin in control, Nck-depleted (shNck1&2), and Nck-rescued HUVEC. Confluent monolayers were starved and left untreated (starvation), or subjected to a calcium switch assay consisting of incubation for 30 min in the presence of 4 mM EGTA to deplete Ca 2+ (EGTA), and EGTA washout followed by incubation in Ca 2+ -containing medium for an additional 30 min (EGTA/Ca 2+ ). Cells were fixed, permeabilized, and stained with Texas red-phalloidin and anti-VE-cadherin to visualize the actin cytoskeleton and cell-cell junctions, respectively. DAPI was used to stain nuclear DNA. Notice that in untreated confluent monolayers Nck-depletion decreases the intercellular accumulation of VE-cadherin compared with control or rescued cells. Similarly, the reassembly of VE-cadherin-dependent cell-cell contacts (calcium switch assay) is delayed in Nck-depleted vs. control and rescued cells. Scale bar represents 10 µm.(B) Quantitative analysis demonstrating significantly decreased (p< 0.001) accumulation of VEcadherin in shNck1&2 vs. control or rescued cells. C)Representative western blots showing total levels of VE-cadherin (top panel), Nck (middle panel), and GAPDH (loading control, bottom panel) in cell extracts obtained from monolayers of control, Nck-silenced, and rescued cells. Figure S4 . Silencing of Nck alters the distribution of podocalyxin in endothelial monolayers. Confluent monolayers of control, Nck-silenced, and rescued cells were fixed, permeabilized, and immunostained with anti-podocalyxin (PDXL) and anti-VE-cadherin antibodies (VE-cad). Hoechst33342 was used to stain nuclear DNA. A) Representative confocal images showing the distribution of endogenous VE-cadherin and PDXL in x/y, x/z, and y/z projections. The ROIs highlighted by dotted squares in x/y projections were magnified and single channel/merged images are shown in right panel. Nck-silenced, but not control or rescued monolayers, displayed vesicles with PDXL and VE-cadherin staining (arrows). B) Quantitative analysis of VE-cadherin and PDXL accumulation at cell-cell junctions (top and middle panels, respectively), and ratio of junctional to cytosolic PDXL staining (bottom panel). For the three variables, significant differences (p< 0.01) were detected between shNck1 &2 vs. control/rescued monolayers. C) Representative epifluorescence (EPI) and ground state depletion (GSD) image showing accumulation of endogenous PDXL in intracellular vesicles formed in Nck-depleted cells.

